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Abstract: Thermokarst lakes result from the thawing of ice-rich permafrost and are widespread across
northern landscapes. These waters are strong emitters of methane, especially in permafrost peatland
regions, where they are stained black by high concentrations of dissolved organic matter (DOM). In the
present study, we aimed to structurally characterize the DOM from a set of peatland thermokarst
lakes that are known to be intense sites of microbial decomposition and methane emission. Samples
were collected at different depths from three thermokarst lakes in the Sasapimakwananisikw (SAS)
River valley near the eastern Hudson Bay community of Kuujjuarapik–Whapmagoostui (Nunavik,
Canada). Samples were analyzed by spectrofluorometry, Fourier-transform infrared spectroscopy
(FTIR), nuclear magnetic resonance spectroscopy (NMR), and elemental analysis. Fluorescence
analyses indicated considerable amounts of autochthonous DOM in the surface waters of one of
SAS 1A, indicating a strong bioavailability of labile DOM, and consequently a greater methanogenic
potential. The three lakes differed in their chemical composition and diversity, suggesting various
DOM transformations phenomena. The usefulness of complementary analytical approaches to
characterize the complex mixture of DOM in permafrost peatland waters cannot be overlooked,
representing a first step towards greater comprehension of the organic geochemical properties of
these permafrost-derived systems.
Keywords: permafrost; thermokarst; peatlands; subarctic; DOM; carbon cycle
1. Introduction
Perennially frozen ground or permafrost, defined as soil or rock that remains at least two years at
or below 0 ◦C, underlies up to one-quarter of Northern Hemisphere lands [1]. Permafrost contains a
large organic carbon pool, estimated to be ca.1300 Pg [2]. The rise in global temperatures has accelerated
the thawing of this permafrost, causing an expansion in the number and size of thermokarst lakes in
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certain northern regions, with an associated mobilization of organic carbon and its decomposition via
diverse microbial processes [3,4]. The existence of anaerobic conditions favors the methanogenesis of
organic matter into CH4 [5] that, along with the emitted CO2, may have a positive feedback on climate
warming [6]. Permafrost thawing and the associated release of organic matter may also mobilize
contaminants, such as mercury [7].
Dissolved organic matter (DOM) is composed of a complex mixture of organic compounds with
widely varying composition, structural characteristics, and functional groups, depending on its age
and origin [8,9]. Variations of structural properties and functional groups in DOM samples can
provide insights into the biogeochemical processes taking place within the studied system. DOM of
greater availability to microbial degradation (labile organic matter) is likely to be a highly variable
fraction of total DOM, but few studies to date have focused on the link between the structural and
chemical characteristics of DOM and their bio-lability, particularly in methane emitting thermokarst
lake systems.
Given the heterogeneity of DOM, a wide range of analytical techniques is necessary to achieve
its characterization fully. Recent studies have focused on different processes of DOM degradation
(microbial transformation, photodegradation) and the effects on chemical and structural properties of
DOM [10,11]. DOM composition affects its photochemical lability and the resulting photoproducts in
natural waters [12], which, in turn, are available for microbial processes. Given the complexity of DOM,
a variety of analytical tools are needed to provide structural and functional information. Appropriate
spectroscopic techniques have included Fourier-transform infrared (FTIR), molecular fluorescence,
and nuclear magnetic resonance (NMR) to understand better the origin and sources of DOM in natural
waters [13–15].
Peatland thaw lakes are an important class of thermokarst waters that occur in many permafrost
landscapes of the Arctic and subarctic and are characterized by high concentrations of DOM and
strong emissions of greenhouse gases, especially methane [16]. In the present work, we focused
on a set of peatland permafrost lakes and ponds in subarctic Quebec, where permafrost thawing
has been proceeding rapidly [17]. Specifically, we addressed the questions: What are the general
DOM characteristics of these blackwater lakes, and are there differences with depth and among lakes?
We addressed these questions by way of analysis of DOM samples from three thermokarst lakes
at different depths using a suite of methods, specifically liquid-state 1H and 1H-13C heteronuclear
single quantum correlation (HSQC) NMR, FTIR coupled to attenuated total reflectance (FTIR-ATR),
fluorescence spectroscopy, and elemental analysis.
2. Materials and Methods
2.1. Study Sites
The Sasapimakwananisikw (SAS) River valley is located 8 km southeast of Kuujjuarapik–
Whapmagoostui (Nunavik, Canada). It is in the sporadic permafrost zone and has abundant lakes
and ponds that are formed in a peatland containing palsas (permafrost mounds), which collapse and
deliver organic matter previously trapped in permafrost into the aquatic ecosystem (landscape details
at this site are shown in Figure 7 in [18]). These palsas are thawing and degrading rapidly due to
increasing soil and air temperatures [19]. Lake SAS 2A (55◦13′35.6 N, 77◦41′49.1 W) is located on
the north margin of the SAS river, while Lake SAS 1A (55◦13′07.7 N, 77◦42′28.4 W) and Lake SAS 1B
(55◦13′08.3 N, 77◦42′29.6 W) are on the south side of the river (Figure 1).
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Figure 1. Regional (a) and detailed (b,c) location of lakes SAS-2A, SAS-1B and SAS-1A in the 
Sasapimakwananisikw (SAS) River valley, subarctic Québec, Canada. Source: Esri, DigitalGlobe, 
GeoEye, Earthstar Geographics, CNES/Airbus DS, USDA, USGS, AeroGRID, IGN, and the GIS User 
Community (a) and Unmanned Aerial System surveys from 1 September 2017 (b,c). 
Lake SAS 1A has an exposed water surface area of 1661 m2 and a depth of 1.3 m, surrounded by 
a dense macrophyte population of the sedge Carex aquatilis growing on a surface layer of recent peat 
during the warm season [17]. Lake SAS 1B, located directly attached to the palsa, has a surface area 
of 491 m2 and a depth of 0.6 m. Although of greater depth (2.5 m), lake SAS 2A has an area of only 
104 m2, with surrounding macrophytes as at SAS 1A. 
2.2. Sampling 
Sampling took place in the SAS valley at the end of winter, March 2018, given the lack of winter 
limnology of northern lakes despite the importance for greenhouse gas production at this time [20], 
and also because higher concentrations of DOM are likely to occur during this cold water season 
without meltwater flushing [21]. Three thermokarst lakes were sampled: lakes SAS 1A, SAS 1B, and 
SAS 2A. Lake SAS 1A (max. depth 1.3 m) and SAS 2A (max. depth 2.5 m) were sampled at the surface 
(just below the ice) and bottom (ca. 5 cm above the sediment), while SAS 1B was sampled at medium 
depth since the total water column was less than 60 cm. 
Before sampling, the following physicochemical properties in the water below the ice were 
measured with a Hydrolab DS5 multi-probe sensor (OTT Hydromet): temperature (°C), pH, specific 
conductivity (μS cm−1), and dissolved oxygen (% air equilibrium and mg L−1). Total dissolved solids 
and salinity estimates were derived from specific conductivity (normalized to 25 °C). 
For water sampling, pre-cleaned 2.5 L amber glass containers were used. Each container was 
previously decontaminated: first, it was immersed in a NaOH (0.1 M) solution for 1 h, then left in 
HNO3 (4.0 M) overnight, after which it was thoroughly washed with Milli-Q water. Before sampling, 
these containers were rinsed three times with lake water to minimize contamination further. Each 
water sample (2.2 L) was collected with a Masterflex peristaltic pump. Upon collecting the water 
samples, these were maintained in refrigerated conditions (and protected from light) until they were 
transported to the laboratory, where the sample treatment was promptly conducted. 
Table 1 contains the approximate snow depth and ice thickness, as well as the sampling depth 
in all three thaw lakes. 
Figure 1. Regional (a) and detailed (b,c) location of lakes SAS-2A, SAS-1B and SAS-1A in the
Sasapimakwananisikw (SAS) River valley, subarctic Québec, Canada. Source: Esri, DigitalGlobe,
GeoEye, Earthstar Geographics, CNES/Airbus DS, USDA, USGS, AeroGRID, IGN, and the GIS User
Community (a) and Unmanned Aerial System surveys from 1 September 2017 (b,c).
Lake SAS 1A has an exposed water surface area of 1661 m2 and a depth of 1.3 m, surrounded by a
dense macrophyte population of the sedge Carex aquatilis growing on a surface layer of recent peat
during the warm season [17]. Lake SAS 1B, located directly attached to the palsa, has a surface area
of 491 m2 and a depth of 0.6 m. Although of greater depth (2.5 m), lake SAS 2A has an area of only
104 m2, with surrounding macrophytes as at SAS 1A.
2.2. Sampling
Sampling took place in the SAS valley at the end of winter, March 2018, given the lack of winter
limnology of northern lakes d spite the importance f r greenhouse gas production at this time [20],
and also because higher conc ntrations of DOM are likely to occur during this cold water season
without m ltwater flushing [21]. Three thermok rst lakes were sampled: lakes SAS 1A, SAS 1B,
and SAS 2A. L ke SAS 1A (max. depth 1.3 ) and SAS 2A (max. depth 2.5 m) were sampled at the
surface (just below the ice) and botto (ca. 5 cm above the sediment), while SAS 1B w s sampled at
medium depth since the total water column was less than 60 cm.
Befor sampling, the f llowing physicochemical properties in the water below the ice were
measured with a Hydrolab DS5 multi-probe sensor (OTT Hydromet): temperatur (◦C), pH, specific
cond ctivity (µS cm−1), and dissolved oxygen (% air equilibrium and mg L−1). Total dissolved solids
and salinity estimates were erived from specific conductivity (normalized to 25 ◦C).
For water sampling, pre-cleaned 2.5 L amber glass contai ers were used. Each container was
previously decontami ated: first, it was immersed in a NaOH (0.1 M) solution for 1 h, the left in
HNO3 (4.0 M) vernight, after which it was thoroughly washed with Milli-Q water. Before sampling,
these containers were rinsed three times with lake water to minimize contamination further. Each
water sample (2.2 L) was collected with a Masterflex peristaltic pump. Upon collecting the w ter
samples, these were maintained in refrigerated conditions (and protected from light) until t ey were
transported to the laboratory, where the sample treatme t was promptly conducted.
Table 1 contains the approximate snow depth and ice thickness, as well as the sampling depth in
all three thaw lakes.
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Table 1. Surface, medium, and bottom sampling depths for SAS 1A, SAS 1B, and SAS 2A, as well as the
corresponding snow depth and ice thickness of each site.
SAS 1A SAS 2A SAS 1B
Snow depth 0.5 m 0.5 m 0.5 m
Ice thickness 1.0 m 1.0 m 0.5 m
Surface lake depth just below the ice just below the ice -
Medium lake depth - - 0.3 m
Bottom lake depth 1.3 m 2.5 m -
2.3. Methods
2.3.1. Sample Filtration
Water samples were pre-filtered using Whatman® glass microfiber GF/F filters (GE Healthcare
UK Limited, Amersham Place, Little Chalfont, Buckinghamshire HP7 9NA, UK) (nominal pore size of
0.7 µm) to remove the larger particulate matter and then filtered through a Durapore® PVDF membrane
filter (Merck Milipore Ltd., Tullagreen, Carrigtwohill, Co. Cork, Ireland) (0.45 µm pore size). The DOM
fractions were acidified to pH 2.5 through the addition of HCl (30%), resulting in the flocculation of a
portion of organic matter (commonly referred to as humic acids). To separate the flocculated fraction
from the dissolved fraction, the samples were centrifuged at 6000 rpm for 20 minutes.
The recovered supernatant liquid has undergone solid-phase extraction (SPE) using a PPL resin
(the commercial name of a styrene-divinylvenzene (SDVB) polymer modified with a proprietary
non-polar surface) for DOM extraction before characterization, following the method described by
Dittmar et al. 2008 [22]. Upon extraction, the PPL-DOM samples were freeze-dried and kept on a
desiccator over silica gel for further analysis.
2.3.2. Dissolved Organic Carbon Quantification
Dissolved organic carbon (DOC) quantification in each sample was conducted through a
UV-persulfate oxidation method as described by Lopes et al., 2006 [23], in a Skalar (Breda,
The Netherlands) San++ Automated Wet Chemistry Analyzer. The water used to prepare each
necessary reagent was bubbled with N2 gas to remove all inorganic carbon before DOC analysis. The
data regarding the DOC detection of the different fixation processes are expressed in the Supporting
Material section, containing the calibration curves, slopes, and intercept, as well as the confidence
interval for both and the detection limits.
2.3.3. Excitation–Emission Matrix Fluorescence Spectroscopy
Fluorescence spectra were obtained on a JASCO spectrophotometer, model FP-6500, recording
individual emission spectra from 250 to 600 nm at sequential increments of 10 nm of excitation
wavelength between 225 and 450 nm. The spectra were recorded at a scan speed of 1000 nm min−1
using emission and excitation bandwidths of 5 nm. For each day of analysis, the instrument was
auto-zeroed before each measurement, and a spectrum of a sample of ultra-pure water was acquired
under the same experimental conditions and used as blank. A 1 cm path-length quartz cuvette was
used in all fluorescence measurements. Five excitation–emission matrices (EEMs) were obtained for
the five DOM samples, prior to and after acidification. Rayleigh and Raman scattering were eliminated
by using a blank and through post-processing of the obtained EEM data in MATLAB® by removing
the scattering bands and filling these regions by interpolation of the surrounding data points [24]. The
EEMs of each DOM sample before acidification are displayed in the Supporting Material.
The calculated humification index (HIX) values are an approximation of the HIX equation [25],
as the obtained EEMs were obtained at an excitation wavelength interval of 5 nm and the emission
wavelength interval of 2 nm. Considering this, an estimate of HIX was obtained by using an excitation
wavelength of 255 nm, for an emission interval of both 300–346 nm and 434–480 nm, instead of using
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the excitation wavelength at 254 nm, in an emission interval of both 300–345 nm and 435–480 nm [26].
The use of this characterization technique allows the evaluation of the properties of fluorescence DOM,
providing insight into their origin and lability.
2.3.4. FTIR Spectroscopy
All FTIR-ATR spectra were acquired on a Perkin Elmer FTIR spectrophotometer (FTIR System
Spectrum BX) in the 4000–500 cm−1 region. The spectral resolution was 4 cm−1, and 64 scans
were averaged.
2.3.5. NMR Spectroscopy
NMR spectra were acquired using a Bruker Avance-500 spectrometer operating at 500.13 MHz
for 1H and 125.77 MHz for 13C and equipped with a liquid nitrogen cooling CryoProbe ProdigyTM.
The freeze-dried PPL-DOM samples were dissolved in D2O in 5 mm NMR tubes before NMR analysis.
Employing structural characterization techniques (FTIR and NMR) allowed for greater insight into the
structural properties that comprise the complex mixture of DOM of each different sample, enabling a
greater comprehension of the biogeochemical processes that are involved in each thaw lake.
2.3.6. Elemental Analysis
Elemental analysis of PPL-DOM samples was performed with a Truspec 630-200-200 CHNS,
St. Joseph, MI, USA analyzer, with the elemental detection of carbon and hydrogen through IR
absorption and the elemental detection of nitrogen by means of thermal conductivity. Triplicate
analyses were performed for each sample. Obtaining elemental analysis data on DOM samples can
provide valuable information about their properties and nature.
3. Results and Discussion
3.1. DOC Quantification
DOC concentrations were obtained by duplicate measurements of each sample of all filtered
samples from thermokarst lakes (Table 2). These measurements showed relatively lower and more
evenly distributed DOC content in SAS 1A samples, while SAS 2A S (S: Surface sample) and SAS 2A B
(B: Bottom sample) appeared to display a significantly higher DOC difference, probably arising from
stratification within the lake.
Table 2. Table containing the average C content in mg C L−1 (±SD) for each of the dissolved organic
matter (DOM) samples. S: surface samples; M: medium depth samples; B: bottom samples.
Lake Sample Depth (m) Average C Content (mg C L−1)
SAS 1A S Just below the ice 18.8 ± 0.9
SAS 1A B 1.3 m 18.0 ± 0.4
SAS 2A S Just below the ice 22.6 ± 0.9
SAS 2A B 2.5 m 31.5 ± 0.5
SAS 1B M 0.3 m 36.4 ± 0.5
3.2. Physicochemical Profiles
The vertical profiles showed vertical gradients in temperature, pH, electrical conductivity,
and dissolved oxygen in all three thaw lakes (Figure 2).
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Figure 2. Vertical profiles of physicochemical variables. Blue: Lake SAS 2A; Red: Lake SAS 1A; Green: 
Lake SAS 1B. (a) Temperature; (b) pH; (c) Electrical conductivity; (d) Dissolved oxygen. The lower ice 
surface was set as 0 m depth for all cases. 
Little temperature variation was observed down the shallow water column of SAS 1B; however, 
Lake SAS 1A maintained a relatively stable temperature (slightly below 0 °C) until a depth of 1 m, 
then rapidly increased for the remaining 25 cm of depth. A similar trend was observed in Lake SAS 
2A (with a surface temperature of 0.17 °C), with an almost linear increase in temperature at depths 
below 1 m. 
All the waters were acidic; however, Lake SAS 2A had a considerably lower pH than the other 
waters (Figure 2b). The pH levels decreased until 1 m depth; however, pH values increased at greater 
depths in Lake SAS 2A. 
The vertical profile of electrical conductivity (Figure 2c) showed that lakes SAS 1A and SAS 1B 
had considerably higher inorganic solute concentrations than Lake SAS 2A. The profiles varied little 
with depth, however below 2 m in Lake SAS 2A, there was a rise in electrical conductivity, suggesting 
greater salt release by prolonged mineralization in deeper waters and sediments.  
The dissolved oxygen profiles (Figure 2d) indicated greater oxygen levels for lakes SAS 1A and 
SAS 1B near the surface; however, these values were likely due to the invasion of oxygen from the 
atmosphere through the drill hole. All lakes showed a rapid drop to anoxic conditions at depth, which 
would be conducive to microbial degradation of labile DOM into methane. 
Figure 2. Vertical profiles of physicochemical variables. Blue: Lake SAS 2A; Red: Lake SAS 1A; Green:
Lake SAS 1B. (a) Temperature; (b) pH; (c) Electrical conductivity; (d) Dissolved oxygen. The lower ice
surface was set as 0 m depth for all cases.
Little temperature variation was observed down the shallow water column of SAS 1B; however,
Lake SAS 1A maintained a relatively stable temperature (slightly below 0 ◦C) until a depth of 1 m,
then rapidly increased for the remaining 25 cm of depth. A similar trend was observed in Lake SAS 2A
(with a surface temperature of 0.17 ◦C), with an almost linear increase in temperature at depths below
1 m.
All the waters were acidic; however, Lake SAS 2A had a considerably lower pH than the other
waters (Figure 2b). The pH levels decreased until 1 m depth; however, pH values increased at greater
depths in Lake SAS 2A.
The vertical profile of electrical conductivity (Figure 2c) showed that lakes SAS 1A and SAS 1B
had considerably higher inorganic solute concentrations than Lake SAS 2A. The profiles varied little
with depth, however below 2 m in Lake SAS 2A, there was a rise in electrical conductivity, suggesting
greater salt release by prolonged mineralization in deeper waters and sediments.
The dissolved oxygen profiles (Figure 2d) indicated greater oxygen levels for lakes SAS 1A and
SAS 1B near the surface; however, these values were likely due to the invasion of oxygen from the
atmosphere through the drill hole. All lakes showed a rapid drop to anoxic conditions at depth,
which would be conducive to microbial degradation of labile DOM into methane.
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3.3. Excitation–Emission Matrix Fluorescence Spectroscopy
Fluorescence spectra EEMs obtained for the DOM samples showed two main peaks in all samples,
peak A and peak C, associated with humic-like substances [27,28]. The majority of EEMs of DOM
SAS samples (after acidification) had similar spectra; however, SAS 1A S had an intense peak T,
associated with microbially-derived DOM [27,28] (Figure 3).
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Figure 3. Fluorescence excitation–emission matrices (EEMs) of SAS DOM samples after acidification;
(a) SAS 1A surface; (b) SAS 1A bottom; (c) SAS 2A surface; (d) SAS 2A bottom; (e) SAS 1B
mid-water column.
In an attempt to gather further information regarding the properties and origins of the DOM
at each site, the fluorescence EEMs were studied and used to calculate several fluorescence indices.
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Peak ratios C:A, C:T, and A:T were estimated [29], as well as the humification index (HIX) [25],
fluorescence index (FI) [30], biological index (BIX), and the freshness index (β:α) [29], all shown in
Table 3.
Table 3. Calculated ratios and indexes for acidified DOM samples from surface (S), middle (M), and
bottom (B) samples.
Parameter SAS 1A S SAS 1A B SAS 2A S SAS 2A B SAS 1B M
C:A ratio 0.88 0.89 0.87 0.94 0.90
C:T ratio 0.74 5.7 9.7 7.0 13
A:T ratio 0.83 3.7 11 7.4 14
HIX 1.8 7.2 19 11 18
FI 1.6 1.7 1.4 1.6 1.5
BIX 0.55 0.52 0.35 0.49 0.39
β:α 0.55 0.52 0.34 0.48 0.38
The C:T and A:T ratios were lowest for SAS 1A S and highest for SAS 1A B. For SAS 2A B, however,
the C:T and A:T ratio were lower than those for the SAS 2A S sample. Low C:T and A:T peak ratios for
Lake SAS 1A may be associated with microbial DOM at the surface of the thaw lake.
The C:T and A:T peak ratios were consistent with the HIX values (Table 3), and suggested that
the acidified DOM SAS 1A S, SAS 1A B, and SAS 2A B had a lower degree of humification compared
to SAS 2A S and SAS 1B M. Higher HIX values indicate a higher degree of humification, which is
associated with a decrease in bioavailability of labile DOM [31]. In this sense, we could expect a greater
bioavailability at SAS 1A (particularly the surface) and at the bottom of SAS 2A. It has also been
reported that enhanced bacterial production has been associated with decreasing HIX and increasing
β:α values [32,33], further indicating a lower microbial contribution in SAS 2A S and SAS 1B M due to
decreased bioavailability of labile DOM.
The lowest FI values were obtained for SAS 2A S and SAS 1B M, while the remaining samples
had FI values between 1.61 and 1.68 (Table 3). These values suggest a mixed origin of these DOM
fractions [30]. In both SAS 1A and SAS 2A, the bottom samples displayed higher FI values than the
corresponding surface sample, indicating a more microbial origin to FDOM in these samples. Recent
studies have pointed out that FI values tend to decrease when the production of methane ceases [31,34],
suggesting autochthonous DOM may act as one of the primary sources for methanogenesis. Therefore,
SAS 1A was expected to possess greater methanogenic potential than SAS 2A and SAS 1B. However,
it is also possible that the decreased labile DOM content measured in SAS 2A S and SAS 1B M is a
result of the rapid degradation of this fraction, producing and releasing greenhouse gases, leading to a
lower FI value.
BIX and β:α displayed a similar trend in all samples since both indices are related to the proportion
of recently produced DOM (β:α)/autotrophic productivity (BIX) [32,35] to older and more terrestrial
DOM [36]. The values obtained suggest SAS 1A samples and SAS 2A B had more recently produced
DOM (likely resulting from microbial activity) than SAS 2A S and SAS 1B M. The BIX and β:α values
of SAS 1A were greater at the surface than at the bottom, possibly arising from the surface leaching of
labile organic matter from emergent macrophytes that proliferate in the surrounding environments
during the warm season, as revealed in automated camera images from this site throughout the
year [16,37].
3.4. FTIR-ATR Spectra of PPL-DOM Samples
The FTIR-ATR spectra from 4000 and 500 cm−1 indicated strong similarities among all PPL-DOM
samples (Figure 4), indicating strong similarities in composition. There were major bands in all
spectra at 3500–3000 cm−1 (H-bonded OH stretching of phenol, hydroxyl, and carboxyl groups) [38],
2960 cm−1 (C-H stretching of methyl and methylene groups of aliphatic chains) [38,39], 1717 cm−1
(unconjugated C=O stretching mainly of carboxyl groups and, in a lesser extent, of ketones and
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aldehydes) [13,40], 1390 cm−1 (may arise due to O-H bending in carbohydrates) [13], 1220 cm−1
(in-plane O-H bending vibrations in lignin-derived structures) [13,40], and 1050 cm−1 (C-O asymmetric
stretching of carbohydrate moieties and ethers) [13,38].
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Figure 4. Fourie -t ansform infrared s t copy–attenuated total reflectance (FTIR-ATR) spectra of
all PPL-DOM SA samples. Black: S ; lue: SAS 1A S; Green: AS 2A B; Magenta: SAS 2A S;
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All samples sh e a clear presence of phen ls, carboxyl, and/or hydroxyl groups
(3500–3000 cm−1), as the carboxyl presence was also attested by the band at 1717 cm−1. Similarly,
the presence of carbohydrates in all samples was suggested by the bands at 1390 and 1050 cm−1, as well
as aromatic moieties (band at 1220 cm−1), possibly arising from lignin-derived compounds, in all of
the samples.
In the range of 3000 to 2800 cm−1, there was a clearly noticeable peak at 2960 cm−1, generally
associated with C-H methyl and methylene in aliphatic chains [38,39]. In PPL-DOM SAS 1A samples,
particularly SAS 1A B, here appeared to be a slightly more well-defined band than in SAS 2A and 1B
samples, sug esting a greater aliphatic content in 1A samples.
The band situated at 1717 cm−1 was attributed to the unconjugated C=O stretching mainly of
carboxyl groups and, to a lesser extent, of ketones and aldehydes [13,40]. However, the band located at
1626 cm−1 (associated with the C-C stretching of aromatic rings and to C=O stretching of conjugated
carbonyl groups) [41], while clearly defined in PPL-DOM SAS 2A S and SAS 1B M samples, showed a
shoulder-like form for PPL-DOM SAS 2A B and 1A samples, indicating a lower aromatic or carbonyl
presence in these samples when compared to SAS 2A S and SAS 1B M.
The spectra of PPL-DOM SAS 1B and SAS 2A samples also exhibited a relatively well-defined
band at approximately 1515 cm−1 (C–C stretching vibrations of aromatic rings), ch racteristic of
lignin-derived structur [42,43]. PPL-DOM SAS 1A samples did not display that a a well-defined
band, indicating that SAS 2A and 1B samples had a greater lignin content. All S S spectra displayed
peaks at 1390 cm−1 (likely arising from the presence of carbohydrates), at 1220 cm−1 (associated with
lignin-derived moieties) [13], and at 1050 cm−1 (emerging from polysaccharides and polysaccharide-like
compounds, such as cellulose) [38]. It should be noted that in PPL-DOM SAS 1A samples, since the
band centered at 1050 cm−1 appeared to be more defined than in SAS 2A and 1B samples, the possibility
of a greater polysaccharide content in SAS 1A becomes plausible [38]. The possibility of a higher
polysaccharide content in SAS 1A would signify higher DOM lability. This would be in accordance
with the increased microbial activity indicated in the fluorescence EEMs.
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3.5. Liquid-State 1H NMR Spectra of PPL-DOM Samples
Figure 5 shows the liquid-state 1H NMR spectra of all PPL-DOM samples. Four main categories
of functional groups carrying C-H bonds can be identified in these spectra [44–46]: δH: 0.6–1.9 ppm
(protons bound to carbon atoms of straight and branched aliphatic chains (C-H), which included protons
from methyl (R-CH3), methylene (R-CH2), and methyne (R-CH) groups, δH: 1.9–3.2 ppm (protons
bound to carbon atoms in α–position to unsaturated groups in allylic (H–Cα–C=) (generally referred to
as CRAM (carboxyl-rich alicyclic molecules)), carbonyl or amino (H–Cα–C=O or H–Cα–C=N) groups,
protons from methyl groups bound to an aromatic carbon, and protons in secondary and tertiary
amines (H–C–NHR and H–C–NR2), δH: 3.5–4.5 ppm (protons bound to oxygenated saturated aliphatic
carbon atoms (H–C–O) in alcohols, polyols, ethers, esters, and organic nitrate (R–CH2–O–NO2)),
and δH: 6.5–8.4 (protons bound to aromatic carbon atoms (Ar–H)). Additional NMR resonance at
δH: 5.0–5.5 ppm, assigned to protons bound to anomeric carbons [O-C(H)-O], was also apparent in
all spectra.
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Figure 5. Liquid-state 1H NMR spectra of all PPL-DOM SAS samples. Chemical shifts were referenced
in Table 1. H NMR spectra were similar and indicated a relatively low aromatic content compared
to peptide/carbohydrate, carboxyl-ric alic clic olecules (CRAM), and aliphatic co tent. However,
certain s ructural differenc s between samples became more i le upon closer examination.
PPL-DOM SAS 1 samples exhibited a higher relative intensity i the δH: 0.6–1.9 region, indicating
a higher aliphatic content in these samples, pos ibly a result of microbial transformation with n SAS
1A [47]. Moreover, a peak was app rent at pproximately δH: 6.75 ppm, particularly in the spectrum
of PPL-DOM SAS 2A B sample, attributable to the presence of lignin [48], indicating the possibility of a
greater lignin presence at the bottom of lake SAS 2A. This higher aromatic content might not only be
due to the contribution of thawing permafrost but may also be related to the fact that SAS 2A is the
deepest sampled thaw lake, which would lead to a lesser degree of photodegradation of photolabile
aromatic compounds [10].
In the region of δH: 7.0–7.5 ppm, a clearly noticeable peak occurred in the analyses of both
SAS 1A samples; specifically, there was a shoulder-like band in the SAS 2A B sample, which is
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commonly associated with aromatic amino acid side chains [49], and suggesting the possibility of
higher aromatic-protein content in SAS 1A.
3.6. Liquid-State 1H-13C HSQC NMR spectra of PPL-DOM Samples
The 1H-13C HSQC NMR spectrum of PPL-DOM SAS 1A S (Figure 6a) was divided into five major
spectral regions [50–52]: Region I (δH: 0.5–1.5 ppm and δC: 10–30 ppm – assigned to purely aliphatic
groups), II (ca. δH: 1.5–3.5 ppm and δC: 30–45 ppm – assigned to CRAM), III (ca. δH: 3.0–4.0 ppm and
δC: 50–65 ppm, containing a noticeable cross peak at δH: 3.25–3.80 ppm and ca. δC: 50 ppm – assigned
to aromatic methoxyl groups (Ar-O-CH3) [53] indicating the presence of ethers and esters), IV (ca. δH:
3.25–4.5 ppm and δC: 65–80 ppm – assigned to carbohydrates) [15,32,54], and V (ca. δH: 6.25–7.5 ppm
and δC: 115–135 ppm – aromatic regions, likely representing oxygenated aromatic structures) [15,47].
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fraction; Region III (green)—ethers and esters; Region IV (yellow)—carbohydrate moieties; Region V
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All 1H-13C HSQC NMR spectra showed that the PPL-DOM SAS samples were dominated by
aliphatic, carboxyl-rich alicyclic molecules (CRAM) and carbohydrate moieties. In both SAS 2A and
SAS 1 samples, the overall HSQC cross-peaks positioning displayed closer similarities to the chemical
signatures with microbially-derived origin DOM than with plant-derived DOM [47], indicating some
degree of microbial transformat on on both SAS 1A and SAS 2A samples. The lack of cro s-p aks in the
acetyl region of the HSQC spectra, a region commonly linked to the presence of biomolecules, such as
peptidoglycan, originating from bacterial cell walls [55], may be associated with photodegradation
(given its propensity to undergo photodegradation) [49]. PPL-DOM SAS 1A samples displayed a
greater variety of aliphatic compounds at δH < 1.0 ppm and δC < 20 ppm compared to SAS 2A samples,
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generally assigned to non-cyclic aliphatics [56], likely arising from the microbial transformation of labile
DOM [47], originating methyl-terminating purely aliphatic units in peptide side chains or common
lipids [57]. The HSQC spectra (Figure 6c,d) showed a significantly greater molecular diversity of
methyl groups, CRAM, and O-alkyl regions in SAS 2A S compared to SAS 2A B, further underscoring
the stratification and vertical heterogeneity within this lake.
Both surface samples of SAS 1A and SAS 2A appear to show greater chemical diversity than their
respective bottom samples, particularly in the case of SAS 2A. This may be due to the formation of new
organic compounds arising from photodegradation [10] or microbial transformation [47]. There may
also be a contribution from macrophyte leachates at the surface of these permafrost thaw lakes, which,
when exposed to microbial degradation (and photodegradation), would further increase the molecular
diversity in the DOM mixture, as indicated in the HSQC spectra.
Comparing the surface samples of PPL-DOM SAS 1A and SAS 2A, we found a greater number
of methyl group cross-peaks in SAS 1A S, particularly at lower chemical shifts than in SAS 2A S,
suggesting a greater degree of microbial transformation occurring at the surface of SAS 1A [47]. In the
bottom samples of SAS 1A and SAS 2A, there was a much greater variety of aliphatic and carbohydrate
cross-peaks in SAS 1A B than in SAS 2A B, indicating not only a greater degree of newly produced
organic moieties (photodegradation or microbial transformation) in SAS 1A B but also at the increased
water column stratification in SAS 2A.
3.7. Elemental Analysis of PPL-DOM Samples
The elemental analysis of PPL-DOM SAS samples (Table 4) showed values of the same order of
magnitude as those published in the literature for reference Suwannee River fulvic acids [58], Campsite
Lake fulvic acids, Island Lake fulvic acids, and Toolik Lake fulvic acids [59].
Table 4. Average elemental composition and atomic ratios of PPL-DOM SAS samples.
Sample C (%) H (%) N (%) H:C N:C
SAS 1A S 47.0 ± 0.2 4.98 ± 0.21 1.41 ± 0.10 1.26 0.0257
SAS 1A B 48.4 ± 0.5 4.92 ± 0.059 1.30 ± 0.02 1.21 0.0230
SAS 2A S 44.3 ± 0.3 4.15 ± 0.22 1.19 ± 0.01 1.11 0.0230
SAS 2A B 46.4 ± 0.5 4.20 ± 0.19 1.40 ± 0.01 1.08 0.0258
SAS 1B M 48.3 ± 0.6 3.92 ± 0.09 1.35 ± 0.01 0.966 0.0241
The atomic H:C ratio values of PPL-DOM SAS samples varied in the following order: SAS 1A S >
SAS 1A B > SAS 2A S > SAS 2A B > SAS 1B M, suggesting a higher aliphatic character of PPL-DOM
SAS 1A samples compared to SAS 2A and SAS 1B samples. These findings are in concordance with
those derived from the 1H NMR data. The atomic N:C ratios were similar for all PPL-DOM samples
but appear to be higher than those published in the literature for fulvic acids samples from Toolik Lake
(atomic N:C ratio of 0.0145), Island Lake (atomic N:C ratio of 0.0179), and Campsite Lake (atomic N:C
ratio of 0.0175), three lakes from Arctic regions [59], and higher than the Suwannee River Fulvic Acids
(atomic N:C ratio of 0.012), the standard for HS [58]. This higher nitrogen content in PPL-DOM SAS
samples may result from the thaw of the underlying permafrost.
4. Conclusions
Peatland thermokarst lakes in winter contain anoxic waters beneath the ice, with high
concentrations of DOM of both autochthonous and allochthonous origins. A varying microbial
contribution was detected in some of the DOM samples, prompting the idea of a different labile matter
content and hence, a different methanogenic potential between lakes. We cannot exclude the possibility
that all SAS samples could have also undergone some degree of photodegradation, which might
account for the chemical diversity found at the surface of these lakes.
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Structural characterization techniques (1H NMR and FTIR-ATR) provided additional insight into
the compositional differences of DOM among thaw lakes. Overall, the structural information indicates
that PPL-DOM SAS 1A samples display a significantly higher aliphatic content, likely resulting from
the microbial transformation of labile components while displaying a lower aromatic content. SAS 2A
B may contain a greater aromatic content, likely a contribution from thawing permafrost or a result of
experiencing less photodegradation at the bottom of lake SAS 2A. Surface samples revealed a greater
diversity of compounds than their bottom sample counterparts, possibly arising from photodegradation
or leaching from surrounding macrophyte communities, rapidly undergoing microbial degradation.
A stronger microbial DOM contribution in SAS 1A (particularly at the surface) and at the bottom of
SAS 2A suggested a greater bioavailability of labile DOM in these samples, hence greater methanogenic
potential. However, the less autochthonous nature of SAS 2A S and SAS 1B M could be due to the
rapid degradation of the labile DOM in these environments. Assessing the presence of labile organic
matter and microbial activity in permafrost thermokarst lakes allows not only to shed light on the
production of greenhouse gases in thermokarst systems but to evaluate the potential of each lake to
produce these greenhouse gases.
The use of several characterization techniques to obtain information about the PPL-DOM samples
provided a greater understanding of the properties of DOM in these lakes and insights into the processes
that regulate these thermokarst ecosystems. The ongoing use of complementary characterization
techniques will be essential towards understanding the complexity of DOM in natural waters,
the biogeochemical processes that control the production and degradation of these materials and to
explore the link between lability and structural properties.
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